B
. Effects of SRD on the nuclear distribution of eGFP-labeled SBP75/LEDGF. To demonstrate the subtle difference between the distribution patterns of wild type (eGFP-1-528) and SRD-deleted mutant (eGFP-Δ200-346) proteins, the eGFP signal was processed as described below. Subnuclear regions (142 x 142 pixels) were sampled randomly from nuclear fluorescence images for eGFP, H3Kme3, and DAPI. The resulting image files (tif) were opened in an image-processing program (ImageJ), converted into txt files, and imported into Excel as spreadsheets of pixel brightness. After normalization (making maximum brightness to one), DAPI signal was subtracted from eGFP signal to obtain the difference (GFP-DAPI), which contained a substantial level of background noise as revealed by histogram analysis. Since all the histograms (relative brightness vs. relative frequency) showed monotonically decreasing profiles with linear portion on the low-intensity (dark) side, a threshold point was determined as the highest brightness that fits on the regression line. Then, threshold values were subtracted as background to leave the significant signal (assigning zero to pixels darker than the threshold). The txt data were imported into ImageJ and reconstituted to images that were finally processed by Photoshop (pseudo-coloring, merging, and outline drawing). (A) The same sets of images that are shown in lower panels of Fig. 6C and D. Scale bars, 1 µm.
(B)
Comparison of GFP-DAPI signals after background subtraction for wild type (eGFP-1-528) and SRD-deleted mutant (eGFP-Δ200-346) proteins. The graph shows that the difference in the relative pixel frequency is statistically significant (*p < 0.001, Student's t-test; n=28 for eGFP-1-528 and n=23 for eGFP-Δ200-346).
